Vector plasmids were constructed for the production of third generation lentiviral vectors that expressed shRNA against murine ERRγ from the human H1-RNA promoter as described before (Tiscornia, 2006a; Tiscornia, 2006b). Recombinant lentivirus was produced by co-transfecting AD293 cells with the lentiviral expression plasmid and packaging plasmids using the calcium phosphate method (Naldini, 1996). Infectious lentivirus was harvested at 48 and 72 h after transfection and filtered through 0.22 µm cellulose acetate filters. Infection of HL-1 and C2C12 cells with shERRγ lentivirus was carried out by directly adding lentiviral supernatant to the cell culture. Infected cells were single-cell sorted by flow cytometry for GFP expression. Clonal lines were expanded and analyzed for ERRγ knockdown by qPCR and western analysis.
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